We investigated the effect of a serum-containing medium, exogenous insulin, and insulin-free/serum-free media in the regulation of the rabbit brain insulin-like peptide (ILP) inactivated fetal calf serum, and then incubated for 3 days in the medium at 3TC, with 95% air and 5% CO2. After 3 days ofculture the cells were treated for two days with 10 sM of cytosine-13-D-arabinofuranoside to obtain neuron-enriched cell cultures. After obtaining neuron-enriched cell cultures the cells were treated with different types of media. This was considered day zero ofthe study. The cells were washed extensively with DMEM and separated into three different study groups.
Cells in Group
One were treated with a serum-containing medium as described before (30) . Cells in Group Two were treated with a serum-free defined medium (7) containing 5 g/ml of insulin (porcine insulin; Eli Lilly, Indianapolis, IN), transfernin 20 g/ml, 20 mM of progesterone, 100 sM of putrescine, and 30 mM of selenium.
The cells in the third group were treated as in Group Two with the above-described medium, with the exception of insulin (insulin free/serum free medium). The media in Groups One and Two that were chosen for immunohistochemistry and in situ hybridization were changed every day to maintain a constant concentration of insulin. The medium in Group Three was not changed, as preliminary studies revealed that total cell death ensued within 24 hr of a medium change.
The cells from the three groups were used after 5 days of treatment for immunohistochemistry and in situ hybridization. For quantitation of insulin or ILP secreted extracellularly, the medium in the different groups was not changed but was collected every day and the cells discarded.
Irnmunohistochemistry.
The cells after 5 days of incubation in the respective study medium were treated with 1.4 sM ofmonensin for 1 hr and then subjected to the peroxidase-antiperoxidase (PAP) technique as descnibed previously by us (30) 
Results
The neurons in culture treated with the different media ( Figure  1) Cl.
. '-"3 to "15% (p<0.001) ( Figure  3) .
The ELISA ( Figure  4) After the initial 48 hr, the insulin secreted by these cells is either much less or is degraded more rapidly, resulting in low insulin concentnations within the medium, with a second increase observed starting from day 5 ( Figure  4 depicts the mean values of the two experiments).
Discussion
There has been a long-standing controversy as to the source of in- At 0, 15, and 24 hr the values were significantly different from each other (p'zO.Ol). At 48 hr the insulin-containing and insulin-free medium groups were different (p<0.01). The difference was not significant at 3 and 5 days but at 7 days was significantly different (p'ZO.Ol).
Time of Exposure
glial cells are present, there may be some intercellular regulatory interaction between the glial insulin-like factor that has been descnibed recently (25) and the neuronal ILP. More important in vivo, because circulating serum/insulin crosses the blood-brain barrier (5, 17, 32) and regulates the neuronal ILP synthesis and secretion, 
